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FIGURE 5 
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FIGURE 7 




PCR 2 with "outer* flanking 
primers 1 tnd 4 




Figure Construction of the scFv23 - Gelonin Immunotoxin gene. The 
first PCR syntheses were performed in separate tubes and one tenth of each of the 
reaction products were subsequently combined and used as templates for the second 
PCR (Davis et al. (1991) Bio/Technology 9, 165-169). Nco I and Hind IH restriction 
sites were included into the sequences of the "outer" flanking primers 1 and 4 for 
future cloning purposes. Homology between bases in the PCR primers 2 and 3 is 
indicated by the filled boxes at the 5* ends of each primer and represented DNA 
sequences encoding the Gly-Gly-Gly-Gly-Ser (G 4 S) linker between the antibody and 
gelonin fragments of the immunotoxin. 
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Figufi ConfiguraUoa and Sequence of the jcPv23 Celonin 
Immunotoxlrt, (A) The single-chain antibody fragment was cloned In the V L -212 
linker- V H orientation and was fused to the toxin gelonin by a short, nonstwetured five 
amino acid peptide (04$). (B) The DNA sequence encoding the immunotoxm ts 
shown with the corresponding protein sequence. The six antibody complementarity 
determining regions (CDRs) and the 212 linker sequence between the V L and V H 
domains are highlighted; the G 4 S sequence Unking the antibddy and toxin fragments is 
italicized. DNA encoding the. synthetic gene for gelonin {Roscnblum et al. 
Lvmphokint Cytokine Res. in press) was used as a template for the gene fusion and, ui 
addition, encoded the targeting signal KDEL (Lys-Asp-Clu-Lcu) incorporated into the 
y end. 
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Figure!©: Binding analysis of sixteen individual scFv23 - Gelonm 
imrounotoxin (IT) clones. Bacterial culture supernatant* and penplasmic extracts 
of individually expressed ITs were added to wells of a 96-well EUSA plate coated 
with either (A) mouse a*//-gelonin antibody 13A3. or (B) 5 x 10* antigen-positive 
SK-OV-3 cells. Bound IT was detected with a rabbit an/Z-gelonm polyclonal antibody 
followed by addition of a horseradish peroxidase (HRPO) conjugate of a i goat onti- 
rabbit IgG secondary antibody. Signals were developed with the HRPO substrate 
ABTS and measured at 405 nm. The negative and positive controls were free gelonm 
(at concentrations of 50 ng/rnL. 10 ug/mL. and I ug/mL) and a gelonm conjugate of 
Tab 250. a murine anti-HER-Vneu antibody (tested at 50 ng/mL. 10 ng/mL. and 1 
ng/mL) respectively. 
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